Abstract
Methods
The study is based on a monocentric retrospective cohort including 220 adult kidney graft recipients evaluated three months after transplantation. CF-PWV measures, clinical, laboratory and histological data performed at 3 (M3) and 12 months (M12) following transplantation were retrospectively collected. The two primary endpoints were all-cause mortality and occurrence of end stage renal disease (ESRD) defined by initiation of dialysis.
Results
After a median follow up of 5.5 years [1.9; 8.8], death and graft loss occurred in 10 and 12 patients respectively. M3 CF-PWV was an independent mortality risk factor (HR = 1.29 [1.03; 1.61]; p = 0.03), despite no aortic stiffness variation during the first year of transplantation. Of notice, M3 CF-PWV was not associated with M12 mGFR or ESRD outcome. Graft a1111111111 a1111111111 a1111111111 a1111111111 a1111111111
Introduction
Chronic kidney disease (CKD) dramatically increases risk of cardiovascular morbidity and mortality. If renal transplantation significantly improves patients survival in comparison to dialysis [1] , cardiovascular (CV) death remains one of the main cause of graft loss during the first year following kidney transplantation [2] . Indeed, cardiovascular death annual risk still remains 50-fold higher in transplant recipients compared to general population [3] . In this population, as well as in patients with also end stage renal disease patients (ESRD), structural and functional modifications of large arteries are a striking feature, which may explain part of this important cardiovascular risk [4, 5] .
Carotid-femoral pulse wave velocity (CF-PWV) is a noninvasive and reproducible method currently considered as the gold standard for aortic stiffness measurement [6] , and a marker of target organ damage in the European Society of Hypertension-European Society of Cardiology guidelines [7] . Indeed, arterial stiffness was reported as an independent predictive factor for coronary heart disease, fatal stroke, total and cardiovascular mortality in essential hypertensive [8] [9] [10] , diabetic [11] , and ESRD [12] [13] [14] populations.
However little is known about arterial stiffness in kidney transplant recipients. Indeed, vascular damages occurring during pre-transplantation era appear as one of the main cardiovascular risk factor [15] . However, renal transplantation may exert beneficial effects on aortic stiffness evolution through kidney function recovery [15] . Conversely, new-onset diabetes, hypertension and/or dyslipidemia may occur following renal grafting, due to immunosuppressive drug side effects [16, 17] . Moreover, calcineurin inhibitors (CNI), which remain a cornerstone treatment in renal transplant patients, induce a renal and systemic vasoconstrictive effect leading to increased peripheral wave reflection [18] . Thus, it is difficult to extrapolate the results of studies carried out on ESRD patients to kidney transplant patients. Aortic stiffness and increased wave reflections were reported as independent predictors of cardiovascular events in renal transplant recipients [15] . To our knowledge, only one recent study reported CF-PWV measured at 8 weeks following grafting as a strong risk factor for mortality [19] . Thus the aim of our study was to investigate whether 3 months CF-PWV values can predict mortality but also graft loss after kidney transplantation. We also raised the issue whether 3 months CF-PWV value could influence renal function and kidney microvascular bed lesions as assessed by Banff vascular score 12 months after grafting.
Materials and methods

Study design
The present study is a monocentric retrospective hospital-based cohort which included adult kidney graft recipients evaluated between June 2007 and January 2016 in the department of renal Physiology (Tenon Hospital, Paris, France) three months after transplantation. Among the 406 recipients recorded, three months CF-PWV data were unavailable for 186 patients. Thus 220 patients were included in the study (Fig 1) . Follow up was completed for all patients. The end of follow up was censored on January 1 st , 2017. All participants signed a written informed consent and data collection was approved by the CNIL according to French legislation (n˚2065902v0).
Data and measurements
All kidney recipients received a standard immunosuppressive regimen including an induction therapy (methylprednisolone associated with basiliximab or Anti-thymocyte globulin) followed by a tritherapy associating CNI (tacrolimus or ciclosporin), corticosteroids (tapered to 5 mg/day after one month) and Mycophenolate mofetil.
Clinical and laboratory data at 3 (M3) and 12 months (M12) after kidney transplantation at the physiology department were retrospectively collected. They included demographics, medical history, primary renal disease diagnosis, height and weight, resting blood pressure (BP), and medications. Elevated blood pressure was defined by a systolic BP !140 mm Hg and/or diastolic BP !90 mm Hg and/or antihypertensive drugs intake. At each visits, GFR was measured by 51Cr-EDTA renal clearance as described previously [20] . In summary, 1.8 to 3.0 MBq of 51Cr-EDTA (GE Healthcare, Velizy, France) was injected intravenously as a single bolus. Average renal 51Cr-EDTA clearance was then determined over 5 to 6 consecutive 30-min clearance periods. Blood samples for creatinine measurements were obtained simultaneously. Serum creatinine was measured with an IDMS traceable enzymatic assay and GFR was estimated (eGFR) with creatinine-based MDRD equations [21] . Albumin-to-creatinine ratio (ACR) was measured in 60% of patients (133 out of 220 patients).
A protocol kidney graft biopsy was performed at M3 and M12 in n = 170 and 113 patients respectively (according to the benefit-risk ratio assessed individually). Renal graft biopsies were scored according to Banff classification by an experienced pathologist [22] . We collected peritubular capillaritis (ptc) and vascular fibrous intimal thickening (cv) parameters (scored between 0 and 3) in order to assess renal graft vascular damage.
CF-PWV measurement
Patients were examined in a quiet, temperature controlled room, and measurements were performed by experienced operators. Blood pressure was measured after 15 min of rest in a supine position using a sphygmomanometer and a cuff of appropriate size. The average of five consecutive measurements was calculated. CF-PWV was measured along the descending thoracoabdominal aorta using the foot-to-foot velocity method with an automatic device (Complior, Artech Medical, Pantin, France). This method enables online pulse wave recording and automatic calculation of CF-PWV by dividing the distance between carotid and femoral measurement sites by the transit time of the wave. Validation of this method and its reproducibility have been previously reported [23] . CF-PWV was defined as the mean of five determinations. Data concerning the validation of this method and its reproductibility have been previously described, with intraobserver and interobserver repeatability coefficients respectively of 0.94 and 0.89 [23] .
Outcomes
The two primary endpoints were all-cause mortality and occurrence of ESRD defined by initiation of dialysis. Events were identified from patients' medical records or through record linkage with the French national registry of transplant recipients (Registre CRISTAL, Agence de Biomédecine). All survival data and graft survival data were right-censored on January 1st, 2017.
Statistical analyses
In the overall population, we first used non-parametric Wilcoxon Mann-Withney or Fischer's test as appropriate, to compare patients' characteristics (at 3 and 12 months after grafting) according to the upper CF-PWV quartile. We then performed cause-specific Cox regression models to estimate crude and adjusted hazard ratios (HR) and their 95% confidence intervals (95% CI) for death associated with 3 months CF PWV, M3 mGFR or Banff vascular parameters. Adjustment covariates were similar in all analyses: recipient age, gender and diabetes. The proportional hazard assumption was checked for each model to ensure of their validity. Kaplan-Meier method was used to represent percentage survival as a function of the presence of the studied outcomes (death or ESRD). A log rank test was used to compare survival curves. All analyses and graphics were performed in R Statistical Software using the R-Studio interface (Version 3.3.2).
Results
Among the 220 patients included in the study (i.e. evaluated 3 months after renal grafting), 169 (76.8%) repeated the evaluation at 12 months. After a median follow up of 5.5 years [1.9; 8.8], 12 patients underwent dialysis (5.45%) and overall mortality was reported for 10 patients (4.55%) and cardiovascular mortality for 7 patients (3.2%). Graft rejection was encountered in 11.2% of patients at M3. No patients were lost during follow up (Fig 1) . Among the whole cohort, aortic stiffness (assessed by CF-PWV) and mGFR were similar between three and twelve months (mean = 9.5 versus 9.5 m/s, p = 0.95 and 57.1 versus 54.6 ml/min/1.73m 2 , p = 0.15, respectively) whereas renal microvessels (assessed by vascular fibrous intimal thickening score (cv)) significantly worsened (1.5 to 1.9, p = 0.01; n = 62).
As shown Tables 1 and 2 , we compared the population according to M3 CF-PWV value below or above the upper CF-PWV quartile (10.6 m/s). Mean blood pressure or mGFR (and eGFR also, data not shown), did not differ between the two groups both at M3 and M12. In the higher CF-PWV group, patients were older (56.8 +/-13.2 years vs 49.3 +/-12.6 years, p < 0.001) with a higher prevalence of diabetes (43.9 vs 23.3%, p = 0.006) but did not differ for smoking (11.0% vs 8.8% p = NS). In this latter group, aspirin treatment was more frequent at M3 was also significantly associated with mortality (about 4.5 fold increase) after adjustment to other mortality risk factors (see model 4). In contrast to mortality, graft survival was similar between M3 CF PWV groups (Fig 2B) . (Table 3) .
Discussion
Our results show that M3 CF-PWV value is an independent risk factor for mortality with no influence on renal outcome.
Our results are consistent with one previous study reporting in a large cohort of kidney transplant recipients (4.2 years median follow up), that a high 8-week CF-PWV value (above 12 m/s) was indeed a mortality risk factor [19] . However aortic stiffness evolution during follow up was not available and graft survival was not evaluated in this latter study. Aortic stiffness evolution is presumably a slow process [24] and graft influence (i.e. donor characteristics) is probably mild on CF-PWV value 3 months after grafting. Indeed, in a previous study, we showed that CF-PWV values were independently associated with donor age at M12 but not at M3 [5] . However, other factors such as cold ischemia time may influence M3 CF-PWV (see Table 2 ).
When studying the whole population, a striking finding is the fact that M3 CF-PWV value (but also M12 CF PWV) was a mortality risk factor despite no significant aortic stiffness change during the first year of kidney transplantation. Thus transplantation would exert a protective effect on aortic stiffening compared to dialysis [25] but obviously could not strikingly improve aortic compliance to such an extent that mortality risk factor could be offset. Nevertheless, a significant aortic stiffness improvement was noticed in the high CF PWV group between M3 and M12 (p = 0.02). This beneficial effect though interesting remained however mild with an improvement above 1 m/s in only 16.3% of patients (our cohort is unfortunately too small to detect an impact on mortality in this subgroup). Of notice, the finding that M3 CF-PWV was associated with mortality (including cardiovascular mortality as shown in S1 Fig and S1 Table) and not ESRD, suggests that pulsatile stress at M3 would be deleterious on transplanted recipient heart and vessels (i.e. target organ damage) but only to a lesser extent on renal vessels including renal microcirculation. We thus speculate that a preserved renal hemodynamic response is at play (i.e. an efficient myogenic response characterized by vasoconstriction and increased vascular resistance) ensuring a protecting downstream glomerular and peritubular microvessels, thus explaining that M3 CF-PWV (conversely to mGFR at M3) is indeed not a risk factor for ESRD (see Table 3 ).
Last, our finding that acute rejection during the first 3 months of transplantation was associated with mortality (by a 4.5 fold increase) is puzzling and should deserve confirmation in further studies (drug toxicity? immunologic factors?). Nevertheless, our data showing a significant association between acute rejection and M12 mGFR decrease and not ESRD outcome, confirm and extend a previous report showing in living donor renal transplanted patients that rejection was associated only with the first year eGFR decline and not after (at the end of the follow up) [26] .
Strength / Limitations / Confounders
This study had several strengths. It is the first study to combine two gold standard methods: aortic stiffness assessed by CF-PWV and mGFR measured with 51 Cr-EDTA urinary clearance technique. Despite a relatively small cohort size thus explaining few death and graft loss events, our results demonstrate a significant link between a noninvasive aortic stiffness measurement and a hard clinical endpoint: mortality. Cardiovascular mortality was specifically addressed in S1 Fig and S1 Table and provides similar results as all-cause mortality results, though the number of events is indeed low (n = 7). Histopathological evaluation both at 3 and 12 months after kidney graft transplantation was available only in 69 patients and thus could account for unexpected bias or loss of statistical power. Nevertheless, the renal endothelial lesions assessed by the worsening of Banff cv score during the first year of transplantation are original findings that should deserve further studies aiming at identifying the main relevant determinants.
Conclusions and perspectives
Three months CF PWV is a strong predictor of mortality with no obvious influence on renal outcome or kidney graft microvasculature, thus suggesting an efficient hemodynamic graft autoregulation at least in most patients. Slow aortic stiffness evolution reported for most patients, strengthens the view that transplantation, in comparison to dialysis, ensures a significant cardio vascular protection during the first year, and in some cases a reversal of arterial maladaptative remodeling [27] , despite the fact that all risk factors are not completely offset. Performing M3 CF PWV measurements thus appears as an interesting tool after renal transplantation in order to identify and better monitor high cardiovascular risk patients. 
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